We updated the plant transcription factor (TF) database to version 2.0 (PlantTFDB 2.0, http:// planttfdb.cbi.pku.edu.cn) which contains 53 319 putative TFs predicted from 49 species. We made detailed annotation including general information, domain feature, gene ontology, expression pattern and ortholog groups, as well as cross references to various databases and literature citations for these TFs classified into 58 newly defined families with computational approach and manual inspection. Multiple sequence alignments and phylogenetic trees for each family can be shown as Weblogo pictures or downloaded as text files. We have redesigned the user interface in the new version. Users can search TFs with much more flexibility through the improved advanced search page, and the search results can be exported into various formats for further analysis. In addition, we now provide web service for advanced users to access PlantTFDB 2.0 more efficiently.
INTRODUCTION
Transcription factors (TFs) are key regulators for transcriptional expression in biological processes (1) . During the past years, several databases of plant TFs and other transcription regulators have been publicly available, such as PlnTFDB (2) , PlantTAPDB (3), GRASSIUS (4), DATFAP (5), AGRIS (6) , RARTF (7), LegumeTFDB (8) and TOBFAC (9) . Start from 2005, we have constructed several species-specific plant TF databases with available genome sequences of Arabidopsis (DATF) (10) , rice (DRTF) (11) and poplar (DPTF) (12) , and integrated them into a comprehensive plant TF database (PlantTFDB 1.0) (13) with 26 402 TFs identified from 22 species. Of these 22 plants, five species have completed genome sequences and the others have unique transcripts integrated by PlantGDB (14) . PlantTFDB 1.0 has received millions web hits since it went online in July 2007.
With the rapid increase of plant genome sequences in public databases, we have updated the PlantTFDB 1.0 to version 2.0. PlantTFDB 2.0 contains TFs from 49 species covering the main lineages of the plant kingdom, 9 from green algae, 1 from moss, 1 from fern, 3 from gymnosperm and 35 from angiosperm. Using the refined pipeline, a total of 53 319 TFs were identified from these 49 species and classified into 58 families. We made both computational annotation and manual curation for those putative TFs. In order to infer the evolutionary relationships among identified TFs, we constructed phylogenetic trees for each TF family and predicted ortholog groups for the TFs identified from species with completed genome sequences. The web interface of the PlantTFDB 2.0 was redesigned to provide users with more flexible search functionality. In addition to browsing through a web browser, standard web service interface is now supported for advanced users to retrieve data from PlantTFDB 2.0 in a batch mode or integrate data in PlantTFDB 2.0 into their website. All resources in PlantTFDB 2.0 can be browsed, retrieved and downloaded freely.
RESULTS AND DISCUSSION

Improved identification pipeline for plant TFs
While annotations generated by genome sequencing projects provide the most abundant source for proteome of the given species, the automatic annotation nature may often produce incomplete or incorrect annotation (15) . On the other hand, dedicated sequence databases like RefSeq (16) provide relatively high quality curation-based annotation. And expressed sequence tag (EST) is also an important source to complement genome annotation. By integrating all existing annotations derived from genome annotation, RefSeq, PlantGDB (14) and UniGene (17), we compiled a non-redundant reference proteome dataset for all 49 species (Supplementary Table S1 , Supplementary Figures S1 and S2) for TF prediction.
TFs are characterized by their signature DNA-binding domains (DBDs). We employed HMMER 3.0 to identify those signature DBDs from the above proteome data set. In total, 64 HMM models were used to identify domains in TF (Supplementary Table S2 ), of which 53 models were collected from Pfam 24.0 (18) and 11 models were built using the sequences we collected locally. In the previous version, we set e-value 0.01 as the threshold for domain identification. Based on manual inspection and literature review, we adopted domain-specific bit-score as the threshold in the current version, since e-value is dependent on the size of given protein data set (Supplementary  Tables S3 and S4 ).
In PlantTFDB 2.0, we adopted a slightly stringent definition that TFs are 'proteins that show sequence-specific DNA binding and are capable of activating or/and repressing transcription' (19) . We made an extensive literature review and refined the rule-based classification scheme accordingly ( Figure 1 and Supplementary Table  S5 ). In PlantTFDB 2.0, we excluded families that do not meet the above criteria (Supplementary Table S6) , including transcription cofactors and chromatin-related proteins such as remodeling factors, histone demethylases, DNA methyltransferases and histone acetyltransferases. Families such as TUBBY-like and Alfin-like were also removed since they were questioned or disproved by new experimental evidences. On the other hand, five newly identified TF families (DBB, FAR1, LSD, NF-X1, STAT) were added in PlantTFDB 2.0. Due to differences in domain composition, DNA binding specificity and function, AP2/ERF and HB were divided to sub-families. The M type of MADS TFs was classified as a new subfamily, since it has been reported that some M type of MADS-box genes could be pseudogenes or a new class of transposable element (19) . Finally, we predicted 53 319 TFs from 49 species and classified them into 58 families (Tables 1 and 2, Supplementary Tables S7 and  S8 ) using the refined pipeline.
Comprehensive annotation for plant TFs
Comprehensive and accurate annotations derived from various sources provide valuable clues for further functional analysis. Based on our established annotation pipeline, we performed systematic annotation for each family and individual TF.
The main page of each family has a distribution chart to show the number of TFs of each species in this family. The information of brief introduction and key references for each family was updated based on literature survey. Multiple sequence alignments for DBDs of each family, either of individual species or among species, can be viewed as WebLogo pictures, or downloaded as text files. Phylogenetic trees can be displayed online or downloaded to local PC in Nexus format. Intra-species phylogenetic trees for each TF family were inferred by MrBayes (v3.2) (20) using the Dayhoff substitution model with 50 000 generations, and FastTree2.1 (21) was employed to construct inter-species trees with 100 resamplings. Annotations at the individual TF level contain general information, domain architecture, gene ontology, PDB hits, expression profiles, cross-references to other databases, ortholog groups, literature citations and links to other useful resources. While accessing the resource through web browsers is an easy and intuitive way for most users, web service is efficient for advanced users to access and integrate data into their own sites. We implemented a standard web service interface for PlantTFDB 2.0 (http://planttfdb.cbi .pku.edu.cn/webservice/server.php). A demo for client implementation in PHP is available to help users to get familiar with the web service interface (http://planttfdb .cbi.pku.edu.cn/webservice_client/client.php).
FURTHER DIRECTION
In conclusion, PlantTFDB 2.0 is not only an extensive update of the previous version with newly released 29 completed genomes and updated data sets, but also a great improvement of the user interface. The pipelines we developed for the prediction of TFs at genome scale, the scheme we defined to classify TF families in plants may provide the user community with some useful tools. We will continue on this project to make further update and improvement of PlantTFDB in the future.
